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(Partially excerpted from page fiSJ < ^ ■ 
3.3.3 Prepaiation of trypsin soluSon 

When collecting adhesive cells for subculturing or experiments, trypsin is 
generally used to detach such ewihesive cells. We dissolve in 0.02% EDTA-PBS a product 
called Trypsinin which is a lyophilized product of a trypsin derived from bovine pancreas 
and produced by Mochida Pharmaceutical Co., Ltd. The 0.02% EDTA-PBS is prepared 
) using EDTA-2Na and PBS (-) including neither Mg^"^ nor Ca^"^, and is autoclaved before 

use. 

Since the Trypsillin is a sterilized product, there is no need to filtrate the same for 
sterilization when dissolved in the 0.02% EDTA-PBS which has been sterilized. Such 
Trypsillin contwns 10,000 units of trypsin m a vial, and is dissolved in the 0.02% 
EDTA-PBS of 30 mL, thus preparing a solution of 200 units/mL. The solution thus 
obtained remains usable for a month when preserved at 4'C, and will be newly prepared 
when the potency thereof has decS^ased. 



Reference document 2; 

Title: 'Hssue Culture Technique (Basics) 
Published by; Asakura Publishing Co., Ltd., hi 1999 
Authors: The Japanese Tissue Culture Association 

J (Partially excerpted from page 23) 

0. Trypsin Solution 

Trypsin 1 :250 (Difco) of 2.Sg is dissolved in CMF-PBS (see b in section 2-3-2) so 
as to obtain a solution of IL. Since trypsin is not easily dissolved, the solution thus 
obtained is stirred overnight at 4''C. Particularly, trypsin is easily dissolved, if NaOH is 
added to the aforementioned solution to adjust the pH thereof to 8.0 before stirring such 
solution overnight at 4''C. The pH of a solution thus obtained is adjusted to 7.2 with HCl 
before filtration. Howeveii the solution thus obtained is still usable even if the pH thereof is 
not adjusted. Before filtrating for sterilization with a niembrane filter, filtration sterilization 
is performed on either a filtrate obtained by filtrating the solution prepared so far with a 
general filter pjqjer, or a supernatant obtained by centrifiigally separating the solution 
prepared so fer for 10 minutes and at a speed of lO.OOOrpm. A trypsin solution prepared^ in 
this manner is used in the range of 0.05-0.25% in accordance with the intetxded use, 



